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A B S T R A C T
Mitochondrial DNA polymorphisms were analyzed in of 1,610 randomly chosen adult
men from 11 different regions from southeastern Europe (Croatians, Bosnians and Her-
zegovinians, Serbians, Macedonians and Macedonian Romani). MtDNA HVS-I region
together with RFLP sites diagnostic for main Euroasian and African mtDNA haplo-
groups were typed to determine haplogroup frequency distribution. The most frequent
haplogroup in studied populations was H with the exception of Macedonian Romani
among whom the most frequent were South Asian (Indian) specific variants of haplo-
group M. The multidimensional scaling plot showed two clusters of populations and
two outliers (Macedonian Romani and the most distant from mainland Croatian island
of Kor~ula). The first cluster was formed by populations from three Croatian islands
(Hvar, Krk and Bra~) and the second cluster was formed by Macedonians, Serbians,
Croatians from mainland and coast, Herzegovinians, Bosnians, Slovenians, Poles and
Russians. The present analysis does not address a precise evaluation of phylogenetic re-
lations of studied populations although some conclusions about historical migrations
could be noticed. More extended conclusions will be possible after deeper phylogenetic
and statistical analyses.
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Introduction
Major advantages of mitochondrial ge-
nome are high mutation rate, strictly ma-
ternal inheritance and the absence of re-
combination. These features make mtDNA
an invaluable tool for studying human or-
igins and human genetic diversity, e.g.1–5.
Southeastern Europe has been viewed as
one of the key areas in major Upper Pa-
leolithic, Neolithic and later migratory
episodes and understanding of there pre-
sent maternal and paternal (Y-chromo-
some) lineages is essential in the recon-
struction of the genetic history of Euro-
pean populations and in understanding
of its present-day diversity. The aim of




All blood samples were collected after
obtaining informed consent. Details of
sampling design and molecular analysis
have been described previously. Total
sample comprised of 1610 individuals
from 11 different regions from southeast-
ern Europe (Figure 1) as followed: 277
from Croatian Mainland, 133 from the is-
land of Krk, 105 from the island of Bra~,
108 from the island of Hvar and 98 from
the island of Kor~ula (our previous inve-
stigations6,7); 96 from Croatian Coast8;
and 247 from Bosnia, 130 from Herze-
govina, 117 from Serbia, 146 from Mace-
donia and 153 Macedonian Romani (this
preliminary report).
MtDNA analysis
The hypervariable segment I (HVS-I)
of the control region of mtDNA was PCR-
amplified, purified using shrimp alkaline
phosphatase and exonuclease treatment,
followed by sequencing of the segment be-
tween nps 16024 and 16402 on MegaBace
1000 Sequencer (Molecular Dynamics/
Amersham Life Sciences) using the DYE-
namic2 ET terminator cycle sequencing
premix kit (Amersham). To confirm the
exact haplogroup affiliation of mtDNA
HVS-I lineages, a set of RLFP sites, diag-
nostic for main Eurasian haplogroups1,2,9,10
were typed in a hierarchical order: 73
Alw44I, 1715 DdeI, 4577 NlaIII, 7025
AluI, 8249 AvaII, 9052 HaeII, 10028 AluI,
10394 DdeI, 10397 AluI, 12308 HinfI,
12406 HincII, 13366 BamHI, 13704 BstOI,
14465 AccI, 14766 MseI, 15606 AluI,
15904 MseI, following the previously es-
tablished phylogenetic structure of Eur-
asian mtDNA lineages and haplo-
groups2,3,9–11.
Results
The frequency distribution of mtDNA
haplogroups in southeastern Europe
(present study and our previous data6–8),
Slovenia, Bosnia (1), Poland and Russia12
is shown in Table 1. The most frequent
haplogroup in all studied Slavonic speak-
ing populations was H with the exception
of Macedonian Romani in which the most
frequent was Asian-specific haplogroup
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Fig. 1. Map of the investigated region.
M, represented by sub-variants typical
for South Asians13. Predominant haplo-
groups in Croatian Mainland were H
(45.10%), J (11.90%) and U5 (11.60%) and
Croatian Coast H (45.80%) and U5
(10,40%). Tolk et al.6 found H the most
frequent haplogroup in Croatian islands
although each island showed excess fre-
quencies of certain lineages such as I and
W on Krk, HV on Bra~, U5 on Hvar and H
on Kor~ula. The most characteristic ha-
plogroups in Bosnians were H (47.00% in
this study and 47.92% in Malyarchuk et
al. 200312), U5 (8.5% in this study and
6.94% in Malyarchuk et al. 200312) and J
(7.30% in this study and 6.94% in Ma-
lyarchuk et al. 200312), and in Herzego-
vinians H (43.10%), K (9.20%) and J
(8.50%). Serbians had the highest fre-
quencies of H (41%), followed by U5
(9.40%), J and U4 (6.80%). Most frequent
lineages in Macedoninas were H (41.10%),
U5 (8.90%), J (7.50%), T2 and X (6.20%).
Macedonian Romani had highest fre-
quencies of M (39.90%), followed by H
(19.60%), X (11.10%) and J (8.50%). Slo-
venians, Poles and Russians also showed
the highest frequencies of H followed by
either J, T or U5.
Figure 2 shows the multidimensional
scaling derived from the data in Table 1.
The stress coefficient of 0.06263 implies
accurate presentation of Euclidian inter-
population distances, whereas RSQ coef-
ficient of 0.99227 confirms that the 2D
configuration represents a high percent-
age of total variance among investigated
populations. The plot shows two clusters
of populations and two outliers. The first
cluster was formed by populations from
three Croatian islands (Hvar, Krk and
Bra~) and the second cluster was formed
by Macedonians, Serbians, Croatians from
mainland and coast, Herzegovinians, Bos-
nians, Slovenians, Poles and Russians.
The Macedonian Romani are clearly sep-
arated from all considered populations
due to the prevalence of the Asian-spe-
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Fig. 2. Multidimensional scaling of data in Table 1. Legend: Bosnians (1)
from Malayarchuk et al. 200312; Bosnians (2) from this study.
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cific haplogroup M. The island of Kor~ula
is distinguished from other Croatian is-
lands mostly due to exceptionally high
frequency of haplogroup H (60.20%).
Based on the presented preliminary
results it may be concluded that: 1) Mace-
donian Romani are the most distant pop-
ulation group due to high frequency of
haplogroup M as a presumed consequen-
ce of the origin of their mtDNA genomes
and the level of their socio-cultural and
reproductive isolation; 2) the effect of ge-
netic drift and multiple founder effect fol-
lowed by bottleneck in the island popula-
tions14 could have been the main deter-
minants of population history and settle-
ment of the Croatian islands out of which
the island of Kor~ula appears to be most
strongly affected; 3) the structuring of the
remaining population cluster (consisting
of Macedonians, Serbians, Croatians
from mainland and coast, Herzegovi-
nians, Bosnians, Slovenians, Poles and
Russians) indicates that the observed fre-
quency distribution of maternal lineages
should be applied cautionary to discus-
sions of genetic history, different inten-
sity of mobility and migration directions
of various populations of southeastern
Europe.
Acknowledgements
This work was supported by the Cro-
atian Ministry of Science, Education and
Sports Project 0196005 to P.R., by EC
ICA-CT-2000-70006 and grant to R.V.
R E F E R E N C E S
1. TORRONI, A., K. HUOPONEN, P. FRANCA-
LACCI, M. PETROZZI, L. MORELLI, R. SCOZZARI,
D. OBINU, M. L. SAVONTAUS, D. C. WALLACE,
Genetics, 44 (1996) 1835. — 2. TORRONI, A., H.-J.
BANDELT, L. D’URBANO, P. LAHERMO, P. MO-
RAL, D. SELLITTO, C. RENGO, P. FORSTER, M.-L.
SAVONTAUS, B. BONNE-TAMIR, R. SCOZZARI,
Am. J. Hum. Genet., 62 (1998) 1137. — 3. RICHARDS
M., V. MACAULAY, E. HICKEY, E. VEGA, B. SY-
KES, V. GUIDA, C. RENGO, D. SELLITTO, F. CRU-
CIANI, T. KIVISILD, R. VILLEMS, M. THOMAS, S.
RYCHKOV, O. RYCHKOV, Y. RYCHKOV, M. GÖL-
GE, D. DIMITROV, E. HILL, D. BRADLEY, V. RO-
MANO, F. CALÍ, G. VONA, A. DEMAINE, S. PAPI-
HA, C. TRIANTAPHYLLIDIS, G. STEFANESCU, J.
HATINA, M. BELLEDI, A. DI RIENZO, A. NOVEL-
LETTO, A. OPPENHEIM, S. NØRBY, N. AL-ZAHE-
RI, S. SANTACHIARA-BENERECETTI, R. SCOZZA-
RI, A. TORRONI, H.-J. BANDELT, Am. J. Hum. Ge-
net., 67 (2000) 1251. — 4. TORRONI, A., H.-J. BAN-
DELT, V. MACAULAY, M. RICHARDS, F. CRUCIA-
NI, C. RENGO, V. MARTINEZ-CABRERA, R. VIL-
LEMS, T. KIVISILD, E. METSPALU, J. PARIK, H.-V.
TOLK, K. TAMBETS, P. FORSTER, B. KARGER, P.
FRANCALACCI, P. RUDAN, B. JANI]IJEVI], O.
RICKARDS, M.-L. SAVONTAUS, K. HUOPONEN, V.
LAITINEN, S. KOIVUMÄKI, B. SYKES, E. HICKEY,
A. NOVELLETTO, P. MORAL, D. SELLITTO, A.
COPPA, N. AL-ZAHERI, A. S. SANTACHIARA-BE-
NERECETTI, O. SEMINO, R. SCOZZARI, Am. J.
Hum. Genet., 69 (2001) 844. — 5. RICHARDS, M., V.
MACAULAY, A. TORRONI, H.-J. BANDELT, Am. J.
Hum. Genet., 71 (2002) 1168. — 6. TOLK, H.-V., M.
PERI^I], L. BARA], I. MARTINOVI] KLARI], B.
JANI]IJEVI], I. RUDAN, J. PARIK, R. VILLEMS,
P. RUDAN, Coll. Antropol., 24 (2000) 267. — 7.
TOLK, H.-V., L. BARA], M. PERI^I], I. MARTINO-
VI] KLARI], B. JANI]IJEVI], H. CAMPBELL, I.
RUDAN, T. KIVISILD, R. VILLEMS, P. RUDAN,
Eur. J. Hum. Genet., 9 (2001) 717. — 8. RICKARDS,
O., et al. Am. J. Phys. Anthropol. (submitted). — 9.
RICHARDS, M. B., V. A. MACAULAY, H.-J. BAN-
DELT, B. C. SYKES, Ann. Hum. Genet., 62 (1998)
241. — 10. MACAULAY, V., M. RICHARDS, E. HI-
CKEY, E. VEGA, F. CRUCIANI, V. GUIDA, R. SCOZ-
ZARI, B. BONNE´-TAMIR, B. SYKES, A. TORRONI,
Am. J. Hum. Genet. 64 (1999) 232. — 11. TAMBETS,
K., T. KIVISILD, E. METSPALU, J. PARIK, K. KAL-
DMA, S. LAOS, H-V. TOLK, M. GÖLGE, H. DEMIR-
TAS, T. GEBERHIWOT, S. S. PAPIHA, G. F. DESTE-
FANO, R. VILLEMS, The topology of the maternal
lineages of the Anatolian and Trans-Caucasus popu-
lations and the peopling of Europe: Some preliminary
considerations. In: RENFREW, C., K. BOYLE (Eds.):
Archaeogenetics: DNA and the population prehistory
of Europe. (The McDonald Institute for Archaeologi-
cal Research, Cambridge, 2000). — 12. MALYAR-
CHUK, B. A., T. GRZYBOWSKI, M. V. DERENKO, J.
CZARNY, K. DROBNI^, D. MISCICKA-SLIWKA,
Ann. Hum. Genet., 67 (2003) 412. — 13. KIVISILD,
T., S. ROOTSI, M. METSPALU, S. MASTANA, K.
KALDMA, J. PARIK, E. METSPALU, M. ADOJAAN,
H.-V. TOLK, V. STEPANOV, M. GÖLGE, E. USAN-
GA, S. S. PAPIHA, C. CINNIOGLU, R. KING, L. CA-
197
S. Cvjetan et al.: Frequencies of mtDNA Haplogroups, Coll. Antropol. 28 (2004) 1: 193–198
VALLI-SFORZA, P. A. UNDERHILL, R. VILLEMS,
Am. J. Hum. Genet. 72 (2003) 313. — 14. RUDAN, P.,
J. L. ANGEL, L. A. BENNETT, B. JANI]IJEVI], M.
F. LETHBRIDGE, J. MILI^I], N. SMOLEJ-NA-
RAN^I], A. SUJOLD@I], D. [IMI], Acta Morphol.
Nether. Scand., 25 (1987) 69.
S. Cvjetan
Institute for Anthropological Research, Amru{eva 8, 10000 Zagreb, Croatia
e-mail: Pavao.Rudan@inantro.hr
U^ESTALOST HAPLOGRUPA mtDNA U JUGOISTO^NOJ EUROPI
S A @ E T A K
Polimorfizmi mitohondrijske DNA analizirani su na uzorku od 1613 slu~ajno oda-
branih odraslih mu{karaca iz jedanaest regija Jugoisto~ne Europe. MtDNA HVS-I
zajedno s RFLP biljezima karakteristi~nim za glavne euroazijske i afri~ke mtDNA ha-
plogrupe odre|ene su kako bi se utvrdila razdioba haplogrupa. Naju~estalija haplo-
grupa u izu~avanim populacijama bila je haplogrupa H s izuzetkom populacije make-
donskih Roma kod kojih je naju~estalija haplogrupa M specifi~na za azijske populacije.
Multidimenzionalnim skaliranjem dobivena su dva klastera i dvije izdvojene popula-
cije (makedonski Romi i otok Kor~ula). Prvi klaster sa~injavaju populacije tri jadran-
ska otoka (Hvar, Krk i Bra~), a drugi populacije Makedonije, Srbije, kontinentalne i
obalne Hrvatske te Hercegovci, Bo{njaci, Slovenci, Poljaci i Rusi. Razina rezolucije pri-
kazanih preliminarnih rezultata nije dovoljna za precizno procjenjivanje filogeneti~kih
odnosa izu~avanih populacija te }e kona~ni zaklju~ci biti mogu}i nakon daljnih i ne-
ophodnih dubljih filogeneti~kih i statisti~kih analiza.
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